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Alteration of gut microbiota is involved in several chronic inflammatory and
autoimmune diseases, including rheumatoid arthritis, and gut microbial “pro-
arthritogenic” profiles have been hypothesized. Intestinal inflammation may be involved
in spondyloarthropathies and in a subset of patients affected by Juvenile Idiopathic
Arthritis (JIA), the most common chronic rheumatic disease of childhood. We
compared the fecal microbiota composition of JIA patients with healthy subjects
(HS), evaluating differences in microbial profiles between sub-categories of JIA, such
as enthesitis-related arthritis (JIA-ERA), in which inflammation of entheses occurs,
and polyarticular JIA, non-enthesitis related arthritis (JIA-nERA). Through taxon-level
analysis, we discovered alteration of fecal microbiota components that could be involved
in subclinical gut inflammation, and promotion of joint inflammation. We observed
abundance in Ruminococcaceae in both JIA categories, reduction in Clostridiaceae
and Peptostreptococcaceae in JIA-ERA, and increase in Veillonellaceae in JIA-nERA,
respectively, compared with HS. Among the more relevant genera, we found an increase
in Clostridium cluster XIVb, involved in colitis and arthritis, in JIA-ERA patients compared
with HS, and a trend of decrease in Faecalibacterium, known for anti-inflammatory
properties, in JIA-nERA compared with JIA-ERA and HS. Differential abundant taxa
identified JIA patients for the HLA-B27 allele, including Bilophila, Clostridium cluster
XIVb, Oscillibacter, and Parvimonas. Prediction analysis of metabolic functions showed
that JIA-ERA metagenome was differentially enriched in bacterial functions related
to cell motility and chemotaxis, suggesting selection of potential virulence traits. We
also discovered differential microbial profiles and intra-group variability among active
disease and remission, suggesting instability of microbial ecosystem in autoimmune
diseases with respect to healthy status. Similarly to other chronic autoimmune and
inflammatory diseases, different microbial profiles, as observed among different JIA
subgroups compared to HS, and potential functional acquisition related to migration,
could promote inflammation and contribute to the disease pathogenesis.
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INTRODUCTION
Characterization of bacterial commensal communities in
autoimmune and inflammatory diseases is a topic of great
interest for understanding the role and interaction of intestinal
microbiota with the host immune system.
It is known that the gut microbiota is shaped by several
environmental factors, including dietary habits, antibiotics,
infectious agents, and air pollution (De Filippo et al., 2010;
David et al., 2014a; Salim et al., 2014), and in turn, that
microbiota shapes the immune system, modulating homeostasis
in healthy status individuals or promoting inflammation when
dysbiosis occurs. Recent findings demonstrate that alteration in
the equilibrium among commensal bacteria is associated not
only with Inflammatory bowel disease (IBD), allergy, diabetes
and celiac disease (Cheng et al., 2013), but also with rheumatoid
arthritis (Vaahtovuo et al., 2008; Sandhya et al., 2016; Scher et al.,
2016).
Juvenile idiopathic arthritis (JIA) is the most common
chronic rheumatic disease in children, and comprises a clinically
heterogeneous group of conditions characterized by chronic
arthritis, synovial inflammation and erosion of bone and
cartilage (Ravelli and Martini, 2007). According to several factors,
including the number of affected joints, JIA is divided in psoriatic,
oligoarticular (up to four affected joints), polyarticular (five or
more affected joints) (Oberle et al., 2014), and enthesitis-related
arthritis (ERA), in which entheses (attachments of tendons and
ligaments to bone) are affected. ERA accounts for 10–20% of
JIA and is considered the equivalent of spondyloarthropathy,
a disease frequently characterized by clinical and subclinical
intestinal involvement (Bryan and Rabinovich, 2014; Oberle et al.,
2014; Aggarwal and Misra, 2015).
Immunological, genetic, and environmental factors are
involved in the pathogenesis of ERA (Stoll et al., 2014; Gmuca
and Weiss, 2015). Gene variants in the Major Histocompatibility
Complex, especially the HLA-B27 alleles, have been identified as
predisposing factors (Gmuca and Weiss, 2015).
Alterations of gut microbiota (dysbiosis) and a decrease
in gut microbiota richness (Li et al., 2014; Collado et al.,
2015; Rogers, 2015) are emerging as factors associated with the
development of inflammatory and systemic autoimmune diseases
(Yeoh et al., 2013; Longman and Littman, 2015). Of great interest
is the understanding of dysbiosis as a trigger or a reflection of
autoimmune and inflammatory disorders (Chung and Kasper,
2010; Stoll et al., 2014), in fact, also autoimmunity can drive
instability of the gut microbial ecosystem.
Studies in germ-free animal models reveal relationships
between microorganisms, mucosal immunity, and joint
inflammation (Taurog et al., 1994; Rath et al., 1996; Longman
and Littman, 2015). Recent studies in humans suggest that
alteration of oral and gut microbiota and an increase in leaky
gut could trigger systemic joint inflammation in the context of
pre-existent autoimmunity (Scher et al., 2013, 2015; Brusca et al.,
2014; Costello et al., 2014; Taneja, 2014; Longman and Littman,
2015; Zhang et al., 2015).
However, although arthritis susceptibility has been linked to
the gut microbiome, and it has proposed that in synovial fluids
the presence of pro-arthritogenic bacterial DNA, deriving by
circulating intestinal bacterial products, may promote synovial
inflammation (Kempsell et al., 2000; Gerard et al., 2001; Moen
et al., 2006; Oberle et al., 2014), a causal relationship between
bacterial infection and onset of rheumatological diseases has
not yet been firmly demonstrated. Further studies on leaky
gut syndrome could clarify the presence of bacterial products
circulating and influencing the systemic immune response, also
in light of the presence of bacteria in non-rheumatoid arthritis
controls (Kempsell et al., 2000), and of potential microbial
contamination found in amplification technique of 16S rDNA, as
previous observed (Grahn et al., 2003).
A targeted-metagenomics approach can provide an in-
depth characterization of microbial communities, allowing
investigation of correlations between microbiota composition
and human pathologies (Lozupone et al., 2012).
In this study, we characterized and compared the gut
microbiota of JIA patients, affected by enthesitis-related arthritis
(JIA-ERA) and polyarticular JIA (non-enthesitis-related arthritis,
nERA), with healthy subjects (HS), in order to define specific
microbial “pro-arthritogenic” profiles.
MATERIALS AND METHODS
Sampling of Subjects
We enrolled 29 JIA patients (13 males and 16 females, age
range 2–18 years), 19 of whom were affected by ERA and 10 by
polyarticular JIA (nERA). Exclusion criteria were: acute diarrhea,
infectious gastroenteritis, antibiotic treatment in the previous
3 months, and diagnosis of chronic gastrointestinal disease.
A total of 29 healthy children and adolescents (11 males and 18
females; age range 2–18 years) not affected by autoimmune and
inflammatory conditions, infectious gastroenteritis, or chronic
gastrointestinal disease, were enrolled as controls.
We collected a fecal sample from each subject, and a
second one from 17 ERA patients three months later, in order
to evaluate microbiota variability. We also gathered clinical
information, including: enthesitis and arthritis localization, age
of onset, HLA-B27 status, family history of ankylosing spondylitis
or other HLA-B27-related diseases, comorbidities, laboratory
parameters (C Reactive Protein, Erythrocyte Sedimentation Rate,
ANA and pANCA autoantibody positivity), and pharmacological
treatments (Table 1; Supplementary Tables S1 and S2). None of
the patients underwent treatment with proton pump inhibitors
(PPIs). Active disease was defined by the presence of active
arthritis and/or enthesitis at the time of stool sampling. As
reported in Table 1, a total of four JIA-ERA and four JIA-nERA
patients had clinically active disease. Fecal calprotectin (Aomatsu
et al., 2011) was also assessed by ELISA assay for subclinical
intestinal inflammation (Eurospital, Trieste, Italy). Parents or
guardians gave written informed consent for fecal samples and
clinical data collection of their children. The study protocol
was approved by the Ethics Committee of the Meyer Children’s
Hospital, Florence, Italy (Protocol ref. Nov 12th, 2013), and
carried out in accordance with the approved guidelines.
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TABLE 1 | Clinical features of JIA patients and age/gender information of healthy subjects (HS).
ERA nERA HS
Number 19 10 29
Age (years) median, range 14.3; 9 to 18 10.5; 2 to 17 13; 2 to 18
Male: Female, number 13:6 0:10 11:18
Disease duration (months) median, range 55; 2 to 93 97; 3 to 150 –
Acute disease, number (%) 4 (21%) 4 (40%) –
Calprotectin positive, number (%) 2 (10.5%) 2 (20%) –
High Erythrocyte sedimentation rate, number (%) 3 (15.7%) 0 (0%) –
HLA-B27+ 9 (47%) 0 (0%) –
ANA+ 4 (21%) 9 (90%) –
Complications or comorbidities, number (%)
No 10 (52.6%) 3 (30%) –
Uveitis 1 (5.2%) 7 (70%) –
β- thalassemia 1 (5.2%) 0 (0%) –
Pectum escavatum 2 (10.5%) 0 (0%) –
Asthma 2 (10.5%) 0 (0%) –
Osteoporosis 1 (5.2%) 0 (0%) –
Obesity 1 (5.2%) 0 (0%) –
Hypothyroidism 1 (5.2%) 0 (0%) –
Epigastric hernia 1 (5.2%) 0 (0%) –
Cataract 1 (5.2%) 0 (0%) –
Breast fibroadenoma 1 (5.2%) 0 (0%) –
Treatment, number of patients (%)
NSAIDs 18 (95%) 1 (10%) –
Sulfasalazine 8 (42%) 0 (0%) –
Steroids 4 (21%) 0 (0%) –
Methotrexate 4 (21%) 0 (0%) –
Etanercept 3 (15.7%) 4 (40%) –
Abatacept 1 (5.2%) 5 (50%) –
Adalimumab 2 (10.5%) 0 (0%) –
HLA, Human leukocyte antigen; ANA, Anti-nuclear antibody; NSAIDs, Non-steroidal anti-inflammatory drugs.
DNA Extraction
Fecal samples were preserved in RNAlater (Qiagen) at 4◦C for
the first 48 h, and kept at −80◦C until DNA extraction. Bacterial
genomic DNA extraction and quality control were carried out
following our previous protocol (De Filippo et al., 2010).
Pyrosequencing
For each sample, we amplified the 16S rRNA gene using the
special fusion primer set specific for V5-V6 hypervariable regions
and corresponding to primers 784F and 1061R described by
Andersson et al. (2008), and using the FastStart High Fidelity
PCR system (Roche Life Science, Milano, Italy). The 454
pyrosequencing was carried out on the GS FLX+ system using
the XL+chemistry following the manufacturer recommendations
(details in Supplementary Materials).
Data Analysis
Pyrosequencing resulted in a total of 2,180,826 16S rDNA
reads with a mean of 29,078 sequences per sample. Average
sequence lengths were 290 nt (±SD 45) and 286 nt (±SD 50)
for the first and second run, respectively. Raw 454 files were
demultiplexed using Roche’s.sff file software, and available at
the European Nucleotide Archive1 under the accession study
ERP013262. Reads were pre-processed using the MICCA pipeline
(version 0.1)2 (Albanese et al., 2015). Forward and reverse
primer trimming and quality filtering were performed using
micca-preproc truncating reads shorter than 280nt (quality
threshold = 18). De novo sequence clustering, chimera filtering
and taxonomy assignment were performed by micca-otu-denovo
(parameters -s 0.97 -c). Operational Taxonomic Units (OTUs)
were assigned by clustering the sequences with a threshold of
97% pair-wise identity, and their representative sequences were
classified using the RDP software version 2.7 (Wang et al., 2007).
Template-guided multiple sequence alignment was performed
using PyNAST57 (version 0.1) (Caporaso et al., 2010) against the
multiple alignment of the Greengenes 16S rRNA gene database
(DeSantis et al., 2006) filtered at 97% similarity. Finally, a
phylogenetic tree was inferred using FastTree (Price et al., 2010)
1http://www.ebi.ac.uk/ena/data/view/PRJEB11846
2http://compmetagen.github.io/micca/
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and micca-phylogeny (parameters: -a template-template-min-
perc 50). Sampling heterogeneity was reduced by rarefaction,
obtaining 12,964 sequences per sample.
Chao1 index and Shannon entropy (indicators of alpha
diversity) and UniFrac (Lozupone and Knight, 2005) and Bray–
Curtis dissimilarities (indicators of beta diversity) were calculated
using the phyloseq package (McMurdie and Holmes, 2014) of the
R software suite. Exploratory analysis was performed by Principal
coordinates analysis (PCoA) using the phyloseq package of the
R software suite. Multiple-rarefaction PCoA plots (“jackknifed”
PCoA plots) (Lozupone et al., 2011) were computed to assess the
robustness of the beta-diversity analyses.
The significance of between-groups differentiation on the
UniFrac distances and Bray–Curtis dissimilarity was assessed by
PERMANOVA using the adonis() function of the R package
vegan with 999 permutations.
As a measure of species evenness, we calculated Dominance
(1-Simpson index) and Equitability (Shannon diversity index
divided by the logarithm of taxa number) by using PAST v 3.12
(Hammer et al., 2001).
To compare the relative abundances of OTUs among the three
groups of subjects, the two-sided, unpaired Wilcoxon test was
computed, removing taxa not having a relative abundance of at
least 0.1%, in at least 20% of the samples, and using the function
mt() in the phyloseq library and the p-values were adjusted for
multiple comparison controlling the family wise Type I error rate
(minP procedure). Further significant differences in bacterial taxa
were supported by non-parametric White’s test and Welch’s test
by using STAMP (Parks et al., 2014), and p-values were adjusted
for multiple comparisons by Storey FDR, as proposed in STAMP.
On the basis of the relative abundances, the metagenomic
biomarker discovery and related statistical significance were
assessed using the linear discriminant analysis (LDA) effect size
(LEfSe) method (Segata et al., 2011). LEfSe uses the Kruskal–
Wallis rank-sum test to identify features with significantly
different abundances between assigned taxa compared to the
groups, and LDA to estimate the size effect of each feature. An
alpha significance level of 0.05, either for the factorial Kruskal–
Wallis test among classes or for the pairwise Wilcoxon test
between subclasses, was used. A size-effect threshold of 2.0 on
the logarithmic LDA score was used for discriminative microbial
biomarkers.
In order to predict how taxonomic differences between fecal
microbiota of the three groups impact their microbial metabolic
potential, we applied PICRUSt (Phylogenetic Investigation of
Communities by Reconstruction of Unobserved States) (Langille
et al., 2013), a computational approach useful to infer the
functional contribution of microbial communities on 16S rDNA
sequencing data set. PICRUSt implements an extended ancestral-
state reconstruction algorithm to predict which gene families
are present, and then combines gene families to estimate the
significant differences in the main functional classes (KEGG
categories) of the composite metagenome. From a OTUs table
with associated Greengenes identifiers, we obtained the final
output from metagenome prediction as an annotated table
of predicted gene family counts for each sample, where the
encoded functions of each gene family are orthologous groups or
other identifiers such as KEGG orthologs (KOs). The functional
pathways discovery and related statistical significance were
assessed by LEfSe.
RESULTS
Clinical Features of JIA Patients
We collected clinical features, as well as comorbidities and
therapies, for each enrolled patient at the time of fecal sampling
(Table 1; more details in Supplementary Tables S1 and S2). As
known, due to the two different subsets of JIA, females are
affected from polyarticular JIA two to four times more often
than males (Oberle et al., 2014). In our cohort, most of the
enrolled JIA-ERA patients were males (13/19), while all JIA-
nERA patients were females (10/10). Thus, we evaluated the
sex/gender as a potential variable influencing the fecal microbiota
composition in both JIA categories. Regarding HLA-B27 status,
47% (9/19) of JIA-ERA patients resulted HLA-B27 positive, while
all JIA-nERA patients were HLA-B27 negative. Calprotectin
level, a measurement of intestinal inflammation, was positive
(>100 µg/g) in 10.5% (2/19) of JIA-ERA and in 20% (2/10) of
JIA-nERA patients (see Materials and Methods).
Microbiota Characterization by 16S
rDNA Sequencing in the JIA Groups and
Healthy Controls
We sequenced the V5–V6 hypervariable region of 16S rRNA gene
for the meta-taxonomic study of microbiota in a total of 75 fecal
samples from 19 JIA-ERA patients, 10 JIA-nERA, and 29 HS.
From 17 JIA-ERA patients a second fecal sample was collected
3 months later, to evaluate microbiota variability over time (see
Materials and Methods).
The taxonomic distribution in the three groups showed
variations in gut microbiota composition (Figure 1;
Supplementary Figure S1). Firmicutes, the dominant phylum
of gut microbiota, was the most abundant in all samples (over
50% of total reads; Supplementary Figure S1A). Considering
the 20 most abundant families (Supplementary Figure S1B),
we found statistically significant differences between groups
in Ruminococcaceae, Peptostreptococcaceae, Clostridiaceae I
and Veillonellaceae (Figure 1A). Ruminococcaceae was more
abundant in children in both JIA categories, compared with HS
(21.6% in JIA-ERA and 27.2% in JIA-nERA vs. 12.0% in HS;
Wilcoxon rank-sum test, JIA-ERA vs. HS p = 0.0004; JIA-nERA
vs. HS p = 0.0006; Figure 1A). Although there was a reduction
of Peptostreptococcaceae and Clostridiaceae I in all JIA patients
(ERA and nERA) compared with HS (0.3% in JIA-ERA, 0.4%
in JIA-nERA and 1.1% in HS; 0.1% in JIA vs. 0.5% in HS,
respectively), we found statistically significant differences only
between JIA-ERA vs. HS (Wilcoxon rank-sum test, p = 0.033 for
Peptostreptococcaceae, p= 0.017 for Clostridiaceae I, respectively,
Figure 1A). We observed a statistically significant predominance
of Veillonellaceae in JIA-nERA compared with HS (1.4% in
JIA-nERA vs. 0.4% in HS; Wilcoxon rank-sum test, p = 0.012;
Figure 1A).
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FIGURE 1 | Relative abundances of fecal bacterial components in JIA and HS groups. Box plot of statistically significant different bacterial (A) families and
(B) genera in JIA patients compared to HS (Pairwise comparisons using Wilcoxon rank sum test; ∗∗∗p < 0.001; ∗∗p < 0.01; ∗p < 0.05 FDR adjusted). For
Faecalibacterium genus, statistical significance of the comparison JIA-ERA vs. JIA-nERA was obtained by Welch’s test without multiple testing correction.
Considering gender as potential variable influencing the gut
microbiota composition, we confirmed that among the enrolled
female subjects (6 JIA-ERA, 10 JIA-nERA, and 18 HS), Firmicutes
were more abundant in the JIA-nERA group compared with HS
(Supplementary Figure S2A; Wilcoxon rank-sum test p < 0.05).
Among the minor constituents of fecal microbiota, we observed
an increase in Sutterellaceae and Enterobacteriaceae in JIA-ERA
female patients compared with female HS (2.5% in JIA-ERA vs.
1.2% in HS and 0.5% in JIA-ERA vs. 0.3% in HS, respectively;
Wilcoxon rank-sum test, p < 0.05; Supplementary Figure S2B),
and Streptococcaceae in JIA-nERA compared with HS (1% in
JIA-nERA vs. 0.3% in HS; Wilcoxon rank-sum test, p < 0.05;
Supplementary Figure S2B).
At genus level, we found an abundance of Clostridium cluster
XIVb in JIA-ERA patients compared with HS (0.23% in JIA-ERA
vs. 0.1% in HS; Wilcoxon rank-sum test, p = 0.007; Figure 1B).
Moreover, we observed a decrease in the relative abundance in
Faecalibacterium in JIA-nERA compared with either JIA-ERA
or HS, even if not statistically significant (0.18% in JIA-nERA
vs. 0.35% in HS; 0.18% in JIA-nERA vs. 0.41% in JIA-ERA;
Figure 1B).
By LDA Effect Size (LEfSe; see Materials and Methods), we
evaluated significant differences in abundance between assigned
taxa with respect to JIA patient groups. We observed differentially
abundant taxa discriminating for HLA-B27 status. At family level,
increased Lactobacillaceae in HLA-B27 positive-JIA patients, and
Pasturellaceae in HLA-B27 negative-JIA patients were found
(Figure 2A). Of the increased genera in HLA-B27 positive JIA
patients, we observed Bilophila, Parvimonas, and Oscillibacter,
while Haemophilus and Eggerthella, were differentially enriched
in HLA-B27 negative patients (Figure 2B). When considering
only the JIA-ERA group, in addition to the five genera
reported in Figure 2B, Lactobacillus, Clostridium cluster XI,
and Dialister were enriched in HLA-B27 positive patients, while
only Haemophilus discriminated for HLA-B27 negative status
(Figure 2C).
Further, we evaluated correlations between microbiota profiles
of JIA patients and fecal calprotectin, as well as with respect
to different medical treatments. We did not find any significant
correlation between fecal calprotectin levels and microbiota
profiles (Supplementary Tables S1 and S2), probably due to the
low number of patients with concomitant intestinal inflammation
at the time of sampling. Regarding the effect of pharmacological
therapies on gut microbiota of JIA patients, in our cohorts, JIA-
ERA patients were treated with NSAIDs, alone or associated with
sulfasalazine/methotrexate/biologics in different combinations,
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FIGURE 2 | Differences in bacterial taxa related to HLA-B27 status. LEfSe analysis shows a statistically significant enrichment of (A) families, and (B,C)
genera, in (A,B) all JIA patients and in (C) JIA-ERA patients, considering the HLA-B27 status. LEfSe results indicate a sequentially significant ranking among groups
(Alpha value = 0.05 for the factorial Kruskal–Wallis test among classes). The threshold for the logarithmic LDA score was 2.0.
as reported in Table 1 and Supplementary Table S1. JIA-
nERA patients were mainly treated with biologic drugs, such as
Abatacept and Etanercept (Table 1; Supplementary Table S2).
Despite the low number of patients stratified by pharmacological
treatment, LEfSe analysis showed indications of association
among different bacterial profiles and therapies (as reported
in Supplementary data and Supplementary Figures S3A–C),
among which we observed enrichment in Collinsella, associated
with exacerbation of joint disease (Chen et al., 2016), in JIA-
ERA patients treated with combined NSAIDs and sulfasalazine
therapy.
However, a larger cohort of patients would be needed
to strengthen our preliminary results and to understand the
causality between therapies, gut microbiota profiles and clinical
status.
In order to evaluate differences in the microbial biodiversity
(alpha-diversity) among groups, we calculated the observed
number of OTUs (a measurement of the total number of species
present in a microbial community) and the Chao1 index (an
indicator of species richness based on number of rare species),
observing a significant reduction in alpha diversity in the JIA
samples compared to HS (Figures 3A,B; p-value < 0.005 JIA-
ERA vs. HS and JIA-nERA vs. HS; Supplementary Table S3).
This suggests that microbiota of JIA patients is associated with
biodiversity depletion, as observed in IBD patients. However,
we did not find significant differences among the three groups
using measures of biodiversity that take the evenness of the
species distributions into account, like the Shannon entropy
(Figure 3C), the Dominance (1-Simpson index) and Equitability
(Pielou index; Materials and Methods; Supplementary Figure S4).
To estimate the variability of microbial communities between-
sample (beta-diversity), we calculated the Bray-Curtis and
unweighted UniFrac dissimilarities (see Materials and Methods).
PCoA on unweighted UniFrac dissimilarities showed that
both JIA samples (ERA and nERA) were more similar to
each other than to HS samples (Figure 3D). Bray Curtis
dissimilarity confirmed the differences among samples in the
three populations (PERMANOVA, p < 0.001; Figure 3E).
Considering HLA-B27 status, PCoA, calculated on unweighted
UniFrac and Bray–Curtis dissimilarity, showed that HLA-B27
positive JIA-ERA patients form subgroups with respect to
other JIA-ERA samples (Figures 3F,G), confirmed also by
neighbor joining clustering based on Bray–Curtis dissimilarities
(Supplementary Figure S5). However, the sample distribution of
patients and HS was more marked based on disease and health
status (Figures 3D,E).
Fecal Microbiota Comparison between
Acute Disease and Remission in JIA
Categories
At the moment of fecal sampling, 21% of JIA-ERA patients
(4/19) and 40% of JIA-nERA patients (4/10) had clinically active
disease. Despite the reduced number of samples, LEfSe analysis
showed significant differences in abundances of bacterial genera
in samples collected during clinically active disease and during
remission. In particular, Sutterella was increased in samples
collected during active disease, while Clostridium cluster IV and
XVIII, Parasutterella and Odoribacter were enriched in samples
collected from patients in remission (Figure 4A).
Furthermore, we calculated intra-group distances by
unweighted UniFrac, comparing all JIA samples collected from
patients with active disease and those in remission, versus
the HS samples. Although differences were not statistically
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FIGURE 3 | Alpha and beta diversity measures. (A–C) Box plots of (A) number of observed OTUs, (B) Chao 1, and (C) Shannon indexes in the three studied
populations. Pairwise comparisons using the Wilcoxon rank sum test., ∗∗p-value < 0.005, false discovery rate adjustment. (D,E) PCoA of (D) unweighted UniFrac
and (E) Bray–Curtis dissimilarities. (F,G) PCoA of unweighted UniFrac and Bray–Curtis dissimilarities considering HLAB27 status (red asterisks). Colored dots:
red = JIA-ERA, orange = JIA-nERA, and green = HS samples.
significantly, we observed a trend indicating higher intra-group
distances between JIA-ERA samples collected during active
disease with respect to intra-group distances between JIA-
nERA during active disease (Figure 4B; intra-active JIA-ERA
vs. intra-active JIA-nERA; Supplementary Table S4). Within
the JIA-ERA group, we found more variation in microbiota
profile in samples collected during active disease compared to
remission (Figure 4B; intra-active JIA-ERA vs. intra-remission
JIA-ERA; Supplementary Table S4). On the contrary, although
not statistically significantly different, the intra-distance of
active disease samples in the JIA-nERA group was lower than
in remission samples (Figure 4B; intra-active JIA-nERA vs.
intra-remission JIA-nERA; Supplementary Table S4), indicating
different microbial heterogeneity in active disease and remission
in the two different JIA subsets. Comparing the samples collected
from patients in remission, we observed that distances within
the JIA-nERA group were greater than within the JIA-ERA
group (Figure 4B; intra-remission JIA-nERA vs. intra-remission
JIA-ERA; Supplementary Table S4).
Interestingly, when we compared JIA groups with HS, the
intra-group distance in the HS group was lower than within
both JIA groups (Figure 4B) and significantly correlated with
intra-distances observed in JIA-ERA patients, either active or
in remission, and with intra-distance observed in JIA-nERA
patients in remission (Wilcoxon rank-sum test; intra-HS vs.
intra-active JIA-ERA p = 0.02; intra-HS vs. intra-remission
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FIGURE 4 | Fecal microbiota comparison in patients during acute disease and in remission. (A) LEfSe analysis shows a statistically significant enrichment of
bacterial genera in JIA patients, in active disease (black) and in remission (white). LEfSe results indicate significant ranking among groups (Alpha value = 0.05 for the
factorial Kruskal-Wallis test among classes). The threshold for the logarithmic LDA score was 2.0. (B) Intra-group distances calculated by Unweighted UniFrac
between samples collected during active disease and in remission from JIA-ERA and JIA-nERA patients. P-values displayed are the results of Wilcoxon rank-sum
tests. (C) Box plots of relative distances, calculated by Unweighted UniFrac, among different JIA samples and HS samples and distances of different the two
samples of the same JIA-ERA patient. P-values displayed are the results of Wilcoxon rank sum test; ∗p-value < 0.05, ∗∗p-value < 0.01; ∗∗∗p-value < 0.001.
JIA-ERA p = 0.0004; intra-HS vs. intra-remission JIA-nERA
p= 0.03; Supplementary Table S4), indicating that the microbiota
composition within the healthy group was significantly more
homogeneous than those within the JIA groups.
Next, we evaluated microbiota variations over time in patients
of the JIA-ERA group, considering pairwise UniFrac distances
between samples A and B (collected three months apart; see
Materials and Methods). The matrices obtained by PCoA, derived
from pairwise unweighted and weighted UniFrac distances
between samples A vs. B, allowed us to explore inter- and intra-
individual similarities or dissimilarities among samples, showing
in most part of the cases lower distances between samples of the
same patient than from different patients (Supplementary Figure
S6). Comparing the distributions among all JIA and HS samples
vs. the JIA-ERA samples at two different times by Unweighted
UniFrac mean distances, we confirmed that samples from the
same patient are more similar than samples from different
patients, as well as samples from HS, as expected (Figure 4C).
Metabolic Function Prediction
The microbiota is able to affect host physiology and metabolic
functions, contributing to normal development, and homeostasis
of the immune system in the gut, modulating epithelial cell
proliferation, and protecting against pathogenic bacteria
(Tremaroli and Backhed, 2012; Sommer and Backhed, 2013).
Bacterial species are known to carry and transfer operons
containing genes for different metabolic functions. Different
bacterial species are enriched for certain functions and these
correlations have been categorized in well-organized databases
(Kanehisa et al., 2014). Therefore, in order to clarify how
phylogenetic differences between the fecal microbiota of JIA
patients impact their metabolic potential, we applied PICRUSt
(Phylogenetic Investigation of Communities by Reconstruction
of Unobserved States), a computational approach used to
predict the functional composition of a metagenome (Langille
et al., 2013). LEfSe analysis performed on PICRUSt output
(Supplementary Table S5) showed differentially enriched
functional classes (KEGG categories) among JIA subgroups
compared with HS (Figure 5). Within the main KEGG
categories, we observed significant enrichment of functions
related to cell motility (Flagellar assembly, Ko:02040, Bacterial
chemotaxis and Bacterial motility proteins, Ko:02030) in JIA-
ERA compared with JIA-nERA and HS (Figures 5A,B). Pathways
related to Membrane transport (Secretion system, Ko:03070)
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FIGURE 5 | Metabolic function prediction associated to the microbiota profiles. LEfSe analysis, performed on metabolic functions inferred by PICRUSt
analysis shows statistically significant enrichment of KEGG categories in (A) JIA-ERA vs. JIA-nERA, (B) JIA-ERA vs. HS, and (C) in JIA-nERA vs. HS. LEfSe results
indicate significant ranking among groups (Alpha value = 0.05 for the factorial Kruskal–Wallis test among classes). The threshold for the logarithmic LDA score
was 2.0.
and unclassified Cellular Processes and Signaling (Sporulation)
were significantly enriched, respectively, in JIA-ERA and JIA-
nERA compared with HS group (Figures 5B,C). A remarkable
enrichment in metabolic functions regarding carbohydrate
metabolism, lipid metabolism, aminoacid metabolism, and other
aminoacid metabolism identified a core of metabolic capabilities,
especially in JIA-nERA metagenome compared to JIA-ERA
(Figure 5A) and HS (Figure 5C). On the other hand, metabolism
of cofactors and vitamins (folate biosynthesis and nicotinate and
nicotinamide metabolism) and metabolism of other aminoacids
(Glycine, Serine, Threonine) significantly characterized HS
metagenome compared to JIA-ERA (Figure 5B).
DISCUSSION
There are many lines of evidence that link the microbiota to
rheumatic diseases. Animal models have been used to establish
this possible correlation, such as the use of germ-free and
gnotobiotic mice, in which animals were colonized with a
specific microbial population, or through the use of antibiotics
to understand the effect of microbiota modulation on rheumatic
diseases. Principal limits of animal studies are the sample size and
the difficulty to mimic the complex multifactorial pathogenesis of
these pathologies.
In our study, we tried to define the role of microbiota in
patients affected by JIA. Alterations and decrease of microbiota
richness were recently found in JIA compared with healthy
controls (Stoll et al., 2014), as well as in rheumatoid arthritis,
ankylosing spondylitis and psoriatic arthritis, the latter two
conditions related to spondyloarthropathies (Stebbings et al.,
2002; Scher et al., 2013, 2015; Costello et al., 2014; Gill
et al., 2015). We also observed variations in fecal microbiota
composition and a reduction of microbial richness among JIA
patients, affected by ERA and polyarticular JIA (nERA), in
comparison with HS.
When compared to HS, in both JIA categories, we found
statistically significant abundance in Ruminococcaceae, reduction
in Clostridiaceae and Peptostreptococcaceae in JIA-ERA, and
increase in Veillonellaceae in JIA-nERA. Of note, abundance
in Veillonellaceae was recently found associated to ankylosing
spondylitis (Costello et al., 2014). Conversely to our results,
previous studies on ankylosing spondylitis (Costello et al., 2014;
Scher et al., 2015) and on oligoarticular and polyarticular JIA
(Tejesvi et al., 2016) showed depletion of either Ruminococcaceae
or Veillonellaceae.
The enrichment of anaerobic Gram-positive Clostridium
cluster XIVb in JIA-ERA patients suggests a causal relation with
inflammation. In fact, members of cluster XIVb, C. propionicum,
and C. colinum (Collins et al., 1994) were previously observed
in poultry ulcerative enteritis (Berkhoff, 1985). Also, studies
in animal models have indicated that cell wall peptidoglycans
of Clostridium and other anaerobic Gram-positive species
can induce either chronic and erosive or transient arthritis
(Severijnen et al., 1989; Simelyte et al., 2003). The observed
decreasing trend in Faecalibacterium in JIA-nERA, considered to
be an anti-inflammatory microorganism and a marker of health,
has also been consistently reported in Crohn’s disease patients
(Sokol et al., 2008). Conversely to our results, a recent study
showed reduction of Faecalibacterium prasnutzii in JIA-ERA
patients (Stoll et al., 2014).
The partial agreement of our findings with results obtained
in other studies could be due to several factors, including
variabilities and size of cohorts (different JIA categories, disease
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status, untreated, or treated patients), as well as geography,
environment or dietary habits of the patients, as shown by David
and co-workers (David et al., 2014b).
Despite the limited possibility to generalize our results, due
to the reduced number of patients in the cohorts, our results
on JIA show intriguing links in terms of fecal microbiota
profiles, with IBD and other autoimmune diseases associated to
gastrointestinal disorders.
We are well aware that the known predominance of
females in JIA-nERA introduces a potential gender effect, yet
Enterobacteriaceae and Streptococcaceae, enriched in JIA-ERA
and in JIA-nERA female patients, were also found to be correlated
with intestinal inflammation as observed in biopsy samples of
Crohn’s disease patients (Gevers et al., 2014) and the increase
in Sutterellaceae observed in JIA-ERA female patients, as well
as in samples collected in active disease, is also in line with
increase in Sutterella previously found in children with autism
suffering from gastrointestinal disorder (Williams et al., 2012).
Moreover, in samples collected in remission, we found abundance
in Clostridium spp. cluster IV that have been reported to be
inducers of colonic T regulatory cell (Atarashi et al., 2011), as well
as in Odoribacter, known producer of Short Chain Fatty Acids
(SCFAs), anti-inflammatory metabolites, and previously found
reduced in IBD (Morgan et al., 2012). However, in remission we
also found enriched bacteria involved in intestinal inflammation
and metabolic disorders, such as Parasutterella, found in a
mice model of chemically induced colitis (Zhang et al., 2016),
Clostridium cluster XVIII, encompassing C. ramosum, involved
in diet-induced obesity (Woting et al., 2014) and C. spiroforme,
a toxin-associated disease producer, involved in rabbit colitis
(Carman and Borriello, 1984).
Differentially abundant taxa, previously found in relation
to rheumatoid arthritis, oral infection, intestinal inflammation
or colitis, or to intestinal barrier permeability, discriminate
for positivity of HLA-B27 allele, a genetic marker strongly
associated with spondyloarthropathies. Among these, in HLA-
B27 positive ERA patients we found Bilophila, a sulphite-
reducing bacterium known to be involved in murine colitis
(Devkota et al., 2012) and in intestinal inflammatory disorders
in humans (Loubinoux et al., 2002; Rowan et al., 2009), via H2S
production promoting intestinal inflammation. Parvimonas was
commonly observed in periodontitis and appendicitis (Zhong
et al., 2014), and Oscillibacter was shown to be involved in gut
barrier integrity in mice (Lam et al., 2012). In HLA-B27 negative-
ERA patients, we found Haemophilus and Eggerthella, recently
associated with rheumatoid arthritis (Zhang et al., 2015; Chen
et al., 2016). Moreover, when considering only the ERA group,
in HLA-B27 positive patients we also showed enrichment of
Lactobacillus, observed as potential arthritogenic agent via its cell
wall pepetidoglycan (Severijnen et al., 1989), Clostridium cluster
XI, that includes C. difficile, a well-known proinflammatory and
colitis inducing-bacterium, and Dialister, frequently found in
periodontitis and other infections (Morio et al., 2007).
Recent studies on animal models showed association between
HLA-B27 allele and other different bacterial species, including
B. vulgatus and Prevotella spp. (Lin et al., 2014) and Akkermansia
muciniphila (Asquith et al., 2016). In particular, Akkermansia
spp. was suggested as potential pro-arthritogenic bacterial genus.
However, the study of Stoll and collaborators (Stoll et al., 2014)
showed abundance of Akkermansia in a low percentage of ERA
patients, but no significant association with HLA-B27 status.
In our study, we did not find Akkermansia spp. as part of the
core gut microbiota of our patients, yet we found other species
correlated with HLA-B27 allele. Little is known on the geographic
distribution of Akkermansia spp. that could be less represented
in our cohorts. Overall this could suggest that other bacterial
species, in absence of Akkermansia spp. can discriminate HLA-
B27 status, and that disease biomarkers should be based on
patterns of taxonomic units or biological functions, rather than
on single species.
Regarding the functional contribution of microbiota profiles,
by PICRUSt prediction analysis we observed distinctive
functional acquisitions among JIA subgroups and HS. A core of
metabolic capabilities, regarding carbohydrate, lipid, aminoacid,
cofactors, and vitamins metabolism, were enriched in JIA-nERA
and HS metagenomes. It is worth noting that microbiota of
JIA-ERA patients is significantly enriched in functions related to
cell motility, including flagellar assembly, bacterial chemotaxis
and motility proteins, representing possible traits of virulence
that could be associated to gut inflammation. These indications
of enrichment in potentially pathogenic invasiveness-related
traits in JIA-ERA metagenome could suggest a potential
improved ability of microbial components to pass through
the gastrointestinal barrier and migrate in other districts, also
responding to nutrient gradients. Moreover, given that in mice
models immunogenicity of flagellin CBir1 was observed, with
consequent induction of colitis, and antibodies anti-CBir1 were
found in CD patients with complicated disease (Targan et al.,
2005), we cannot exclude the potential effect of flagellar-assembly
proteins of some components of microbiota on host immune
system of JIA.
Despite the relatively small cohort of patients in our study, the
microbial profile differences in active disease and remission are
corroborated by the observed intra- and inter-group distances
of microbiota samples in active, remission and healthy status.
As expected, our results suggest that during active disease the
microbiota is strongly perturbed (major intra-group distance
compared with remission). Healthy status allows a more stable
microbiota ecosystem compared to disease status, as previously
observed (Coyte et al., 2015). Remission is characterized by an
intermediate microbial pattern, different from both active disease
and healthy controls, likely resulting from a different trajectory
to stable state and in which autoimmune reactivity and the
microbial ecosystem are mutually shaped.
Although microbial profiles may differ in an individual-
specific manner, the observed fecal microbiota dissimilarities
in the same subject at different collection times, and among
JIA categories and healthy controls suggest that continued
perturbation and instability of the microbial ecosystem may
contribute to inflammation.
Another aspect that should be more thoroughly investigated
is the association between microbial profiles and pharmacologic
therapies in autoimmune diseases. Recent studies, as previously
observed in IBD patients, highlighted the effect of different
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therapies on microbiota, such as the rapid effect of enteral
nutrition in the shaping of microbiota (Lionetti et al.,
2005) and the dysbiosis associated with antibiotic treatment
(Lewis et al., 2015), as well as the effect of protonic pomp
inhibitors on reduction of bacterial richness and selection
of “unhealthy” microbiota (Imhann et al., 2016). Moreover,
the recent considerations suggest that the use of sulfasalazine
could protect the intestinal epithelium from injury, reducing
the bacterial product circulation (Rosenbaum and Asquith,
2016). Despite the reduced number of patients on single or
combined therapies in the cohort, our results showed indications
of different microbial profiles associated to pharmacological
therapies, such as NSAIDs, immunosuppressants, and biologics,
providing interesting clues on effect of such treatments on
gut microbiota selection. For example, the enrichment of
Collinsella, involved in exacerbation of joint disease (Chen
et al., 2016), observed in JIA-ERA patients treated with NSAIDs
in combination with sulfasalazine, results in contrast with
hypothesis of Rosenbaum and Asquith (Rosenbaum and Asquith,
2016). Our results prompt future studies on larger cohorts,
including untreated newly onset patients, addressing the effect
of different pharmacological therapies on patients in active
disease and remission, investigating how inflammation can
indirectly modify microbiota, selecting differential microbial
components, via mechanisms involved in epithelial barrier
function and immune response and how pharmacological
treatment contribute to perturb the gut microbial equilibrium
compared to healthy status.
Finally, given the extreme inter-individual variability of
microbiota in inflammatory and autoimmune diseases, further
investigations on microbiota dynamics in different phases
of disease should address the causes of perturbation and
the restoration of microbial equilibrium, in order to adopt
therapeutic strategies able to maintain microbial diversity and
a stable state, essential for immune homeostasis and the host’s
health. Research in this direction should include therapeutic
strategies able to modulate the microbiota, not only with diet
and probiotics, but also evaluating new therapeutic approaches,
such as fecal transplantation, recently adopted in other diseases
and that have shown some effectiveness, especially during
active disease. Furthermore, the understanding of the microbial
functional acquisition and the relationships with epithelial
barrier function and host immune response could help to identify
the pro-arthtritogenic contribution of the microbiota.
ADDITIONAL INFORMATION
Accession codes: Raw 454 files (.sff files) are available at the
European Nucleotide Archive (http://www.ebi.ac.uk/ena/data/
view/PRJEB11846) under the accession study ERP013262.
AUTHOR CONTRIBUTIONS
All authors were involved in drafting the article or revising
it critically for important intellectual content, and all authors
approved the final version to be published. Study conception and
design: RC, CDF, PL, DC, MDP. Data analysis: DA, CD, MDP,
MP, MS. Interpretation of data: MDP, CDF, RC, DC, PL, IP, TG,
GS, AP.
SUPPLEMENTARY MATERIAL
The Supplementary Material for this article can be found
online at: http://journal.frontiersin.org/article/10.3389/fmicb.
2016.01703/full#supplementary-material
REFERENCES
Aggarwal, A., and Misra, D. P. (2015). Enthesitis-related arthritis. Clin. Rheumatol.
34, 1839–1846. doi: 10.1007/s10067-015-3029-4
Albanese, D., Fontana, P., De Filippo, C., Cavalieri, D., and Donati, C. (2015).
MICCA: a complete and accurate software for taxonomic profiling of
metagenomic data. Sci. Rep. 5:9743. doi: 10.1038/srep09743
Andersson, A. F., Lindberg, M., Jakobsson, H., Backhed, F., Nyren, P.,
and Engstrand, L. (2008). Comparative analysis of human gut
microbiota by barcoded pyrosequencing. PLoS ONE 3:e2836. doi:
10.1371/journal.pone.0002836
Aomatsu, T., Yoden, A., Matsumoto, K., Kimura, E., Inoue, K., Andoh, A., et al.
(2011). Fecal calprotectin is a useful marker for disease activity in pediatric
patients with inflammatory bowel disease. Dig. Dis. Sci. 56, 2372–2377. doi:
10.1007/s10620-011-1633-y
Asquith, M. J., Stauffer, P., Davin, S., Mitchell, C., Lin, P., and Rosenbaum, J. T.
(2016). Perturbed mucosal immunity and dysbiosis accompany clinical disease
in a rat model of spondyloarthritis. Arthritis Rheumatol. 68, 2151–2162. doi:
10.1002/art.39681
Atarashi, K., Tanoue, T., Shima, T., Imaoka, A., Kuwahara, T., Momose, Y., et al.
(2011). Induction of colonic regulatory T cells by indigenous Clostridium
species. Science 331, 337–341. doi: 10.1126/science.1198469
Berkhoff, H. A. (1985). Clostridium-colinum sp-nov, nom rev, the causative agent
of ulcerative enteritis (quail disease) in quail, chickens, and pheasants. Int. J.
Syst. Bacteriol. 35, 155–159. doi: 10.1099/00207713-35-2-155
Brusca, S. B., Abramson, S. B., and Scher, J. U. (2014). Microbiome
and mucosal inflammation as extra-articular triggers for rheumatoid
arthritis and autoimmunity. Curr. Opin. Rheumatol. 26, 101–107. doi:
10.1097/BOR.0000000000000008
Bryan, A. R., and Rabinovich, C. E. (2014). Enthesitis-related arthritis: time to
re-define? Curr. Rheumatol. Rep. 16:466. doi: 10.1007/s11926-014-0466-z
Caporaso, J. G., Bittinger, K., Bushman, F. D., DeSantis, T. Z., Andersen, G. L.,
and Knight, R. (2010). PyNAST: a flexible tool for aligning sequences to a
template alignment. Bioinformatics 26, 266–267. doi: 10.1093/bioinformatics/
btp636
Carman, R. J., and Borriello, S. P. (1984). Infectious nature of Clostridium
spiroforme-mediated rabbit enterotoxaemia. Vet. Microbiol. 9, 497–502. doi:
10.1016/0378-1135(84)90070-1
Chen, J., Wright, K., Davis, J. M., Jeraldo, P., Marietta, E. V., Murray, J., et al. (2016).
An expansion of rare lineage intestinal microbes characterizes rheumatoid
arthritis. Genome Med. 8:43. doi: 10.1186/s13073-016-0299-7
Cheng, J., Palva, A. M., de Vos, W. M., and Satokari, R. (2013). Contribution of
the intestinal microbiota to human health: from birth to 100 years of age. Curr.
Top. Microbiol. Immunol. 358, 323–346. doi: 10.1007/82_2011_189
Chung, H., and Kasper, D. L. (2010). Microbiota-stimulated immune mechanisms
to maintain gut homeostasis. Curr. Opin. Immunol. 22, 455–460. doi:
10.1016/j.coi.2010.06.008
Collado, M. C., Rautava, S., Isolauri, E., and Salminen, S. (2015). Gut microbiota:
a source of novel tools to reduce the risk of human disease? Pediatr. Res. 77,
182–188. doi: 10.1038/pr.2014.173
Frontiers in Microbiology | www.frontiersin.org 11 October 2016 | Volume 7 | Article 1703
fmicb-07-01703 October 24, 2016 Time: 14:59 # 12
Di Paola et al. Microbiota Characterization in JIA
Collins, M. D., Lawson, P. A., Willems, A., Cordoba, J. J., Fernandez-Garayzabal, J.,
Garcia, P., et al. (1994). The phylogeny of the genus Clostridium: proposal of
five new genera and eleven new species combinations. Int. J. Syst. Bacteriol. 44,
812–826. doi: 10.1099/00207713-44-4-812
Costello, M. E., Ciccia, F., Willner, D., Warrington, N., Robinson, P. C.,
Gardiner, B., et al. (2014). Intestinal dysbiosis in ankylosing spondylitis.
Arthritis Rheumatol. doi: 10.1002/art.38967 [Epub ahead of print].
Coyte, K. Z., Schluter, J., and Foster, K. R. (2015). The ecology of the
microbiome: networks, competition, and stability. Science 350, 663–666. doi:
10.1126/science.aad2602
David, L. A., Materna, A. C., Friedman, J., Campos-Baptista, M. I., Blackburn,
M. C., Perrotta, A., et al. (2014a). Host lifestyle affects human microbiota on
daily timescales. Genome Biol. 15:R89. doi: 10.1186/gb-2014-15-7-r89
David, L. A., Maurice, C. F., Carmody, R. N., Gootenberg, D. B., Button, J. E.,
Wolfe, B. E., et al. (2014b). Diet rapidly and reproducibly alters the human gut
microbiome. Nature 505, 559–563. doi: 10.1038/nature12820
De Filippo, C., Cavalieri, D., Di Paola, M., Ramazzotti, M., Poullet, J. B., Massart, S.,
et al. (2010). Impact of diet in shaping gut microbiota revealed by a comparative
study in children from Europe and rural Africa. Proc. Natl. Acad. Sci. U.S.A. 107,
14691–14696. doi: 10.1073/pnas.1005963107
DeSantis, T. Z., Hugenholtz, P., Larsen, N., Rojas, M., Brodie, E. L., Keller, K.,
et al. (2006). Greengenes, a chimera-checked 16S rRNA gene database and
workbench compatible with ARB. Appl. Environ. Microbiol. 72, 5069–5072. doi:
10.1128/AEM.03006-05
Devkota, S., Wang, Y., Musch, M. W., Leone, V., Fehlner-Peach, H.,
Nadimpalli, A., et al. (2012). Dietary-fat-induced taurocholic acid promotes
pathobiont expansion and colitis in Il10-/- mice. Nature 487, 104–108. doi:
10.1038/nature11225
Gerard, H. C., Wang, Z., Wang, G. F., El-Gabalawy, H., Goldbach-Mansky, R.,
Li, Y., et al. (2001). Chromosomal DNA from a variety of bacterial species is
present in synovial tissue from patients with various forms of arthritis. Arthritis
Rheum. 44, 1689–1697. doi: 10.1002/1529-0131(200107)44:7<1689::AID-
ART293>3.0.CO;2-K
Gevers, D., Kugathasan, S., Denson, L. A., Vazquez-Baeza, Y., Van Treuren, W.,
Ren, B., et al. (2014). The treatment-naive microbiome in new-onset Crohn’s
disease. Cell Host Microbe 15, 382–392. doi: 10.1016/j.chom.2014.02.005
Gill, T., Asquith, M., Rosenbaum, J. T., and Colbert, R. A. (2015). The intestinal
microbiome in spondyloarthritis. Curr. Opin. Rheumatol. 27, 319–325. doi:
10.1097/BOR.0000000000000187
Gmuca, S., and Weiss, P. F. (2015). Juvenile spondyloarthritis. Curr. Opin.
Rheumatol. 27, 364–372. doi: 10.1097/BOR.0000000000000185
Grahn, N., Olofsson, M., Ellnebo-Svedlund, K., Monstein, H. J., and Jonasson, J.
(2003). Identification of mixed bacterial DNA contamination in broad-range
PCR amplification of 16S rDNA V1 and V3 variable regions by pyrosequencing
of cloned amplicons. FEMS Microbiol. Lett. 219, 87–91. doi: 10.1016/S0378-
1097(02)01190-4
Hammer, Ø., Harper, D. A. T., and Ryan, P. D. (2001). PAST: paleontological
statistics software package for education and data analysis. Palaeontol. Electron.
4:9.
Imhann, F., Bonder, M. J., Vich Vila, A., Fu, J., Mujagic, Z., Vork, L., et al.
(2016). Proton pump inhibitors affect the gut microbiome. Gut 65, 740–748.
doi: 10.1136/gutjnl-2015-310376
Kanehisa, M., Goto, S., Sato, Y., Kawashima, M., Furumichi, M., and Tanabe, M.
(2014). Data, information, knowledge and principle: back to metabolism in
KEGG. Nucleic Acids Res. 42, D199–D205. doi: 10.1093/nar/gkt1076
Kempsell, K. E., Cox, C. J., Hurle, M., Wong, A., Wilkie, S., Zanders, E. D., et al.
(2000). Reverse transcriptase-PCR analysis of bacterial rRNA for detection and
characterization of bacterial species in arthritis synovial tissue. Infect. Immun.
68, 6012–6026. doi: 10.1128/IAI.68.10.6012-6026.2000
Lam, Y. Y., Ha, C. W., Campbell, C. R., Mitchell, A. J., Dinudom, A., Oscarsson, J.,
et al. (2012). Increased gut permeability and microbiota change associate with
mesenteric fat inflammation and metabolic dysfunction in diet-induced obese
mice. PLoS ONE 7:e34233. doi: 10.1371/journal.pone.0034233
Langille, M. G., Zaneveld, J., Caporaso, J. G., McDonald, D., Knights, D., Reyes,
J. A., et al. (2013). Predictive functional profiling of microbial communities
using 16S rRNA marker gene sequences. Nat. Biotechnol. 31, 814–821. doi:
10.1038/nbt.2676
Lewis, J. D., Chen, E. Z., Baldassano, R. N., Otley, A. R., Griffiths, A. M., Lee, D.,
et al. (2015). Inflammation, antibiotics, and diet as environmental stressors of
the gut microbiome in pediatric crohn’s disease. Cell Host Microbe 18, 489–500.
doi: 10.1016/j.chom.2015.09.008
Li, M., Wang, M., and Donovan, S. M. (2014). Early development of the gut
microbiome and immune-mediated childhood disorders. Semin. Reprod. Med.
32, 74–86. doi: 10.1055/s-0033-1361825
Lin, P., Bach, M., Asquith, M., Lee, A. Y., Akileswaran, L., Stauffer, P., et al.
(2014). HLA-B27 and human beta2-microglobulin affect the gut microbiota of
transgenic rats. PLoS ONE 9:e105684. doi: 10.1371/journal.pone.0105684
Lionetti, P., Callegari, M. L., Ferrari, S., Cavicchi, M. C., Pozzi, E., de Martino, M.,
et al. (2005). Enteral nutrition and microflora in pediatric Crohn’s disease.
JPEN J. Parenter. Enteral Nutr. 29(4 Suppl.), S173–S175; discussion S175–S178,
S184–S188. doi: 10.1177/01486071050290S4S173
Longman, R. S., and Littman, D. R. (2015). The functional impact of the intestinal
microbiome on mucosal immunity and systemic autoimmunity. Curr. Opin.
Rheumatol. 27, 381–387. doi: 10.1097/BOR.0000000000000190
Loubinoux, J., Bronowicki, J. P., Pereira, I. A., Mougenel, J. L., and Faou,
A. E. (2002). Sulfate-reducing bacteria in human feces and their association
with inflammatory bowel diseases. FEMS Microbiol. Ecol. 40, 107–112. doi:
10.1111/j.1574-6941.2002.tb00942.x
Lozupone, C., and Knight, R. (2005). UniFrac: a new phylogenetic method for
comparing microbial communities. Appl. Environ. Microbiol. 71, 8228–8235.
doi: 10.1128/AEM.71.12.8228-8235.2005
Lozupone, C., Lladser, M. E., Knights, D., Stombaugh, J., and Knight, R. (2011).
UniFrac: an effective distance metric for microbial community comparison.
ISME J. 5, 169–172. doi: 10.1038/ismej.2010.133
Lozupone, C. A., Stombaugh, J. I., Gordon, J. I., Jansson, J. K., and Knight, R.
(2012). Diversity, stability and resilience of the human gut microbiota. Nature
489, 220–230. doi: 10.1038/nature11550
McMurdie, P. J., and Holmes, S. (2014). Waste not, want not: why rarefying
microbiome data is inadmissible. PLoS Comput. Biol. 10:e1003531. doi:
10.1371/journal.pcbi.1003531
Moen, K., Brun, J. G., Valen, M., Skartveit, L., Eribe, E. K., Olsen, I., et al. (2006).
Synovial inflammation in active rheumatoid arthritis and psoriatic arthritis
facilitates trapping of a variety of oral bacterial DNAs. Clin. Exp. Rheumatol.
24, 656–663.
Morgan, X. C., Tickle, T. L., Sokol, H., Gevers, D., Devaney, K. L., Ward,
D. V., et al. (2012). Dysfunction of the intestinal microbiome in inflammatory
bowel disease and treatment. Genome Biol. 13:R79. doi: 10.1186/gb-2012-
13-9-r79
Morio, F., Jean-Pierre, H., Dubreuil, L., Jumas-Bilak, E., Calvet, L., Mercier, G., et al.
(2007). Antimicrobial susceptibilities and clinical sources of Dialister species.
Antimicrob. Agents Chemother. 51, 4498–4501. doi: 10.1128/AAC.00538-07
Oberle, E. J., Harris, J. G., and Verbsky, J. W. (2014). Polyarticular juvenile
idiopathic arthritis – epidemiology and management approaches. Clin.
Epidemiol. 6, 379–393. doi: 10.2147/CLEP.S53168
Parks, D. H., Tyson, G. W., Hugenholtz, P., and Beiko, R. G. (2014). STAMP:
statistical analysis of taxonomic and functional profiles. Bioinformatics 30,
3123–3124. doi: 10.1093/bioinformatics/btu494
Price, M. N., Dehal, P. S., and Arkin, A. P. (2010). FastTree 2–approximately
maximum-likelihood trees for large alignments. PLoS ONE 5:e9490. doi:
10.1371/journal.pone.0009490
Rath, H. C., Herfarth, H. H., Ikeda, J. S., Grenther, W. B., Hamm, T. E. Jr., Balish, E.,
et al. (1996). Normal luminal bacteria, especially Bacteroides species, mediate
chronic colitis, gastritis, and arthritis in HLA-B27/human beta2 microglobulin
transgenic rats. J. Clin. Invest. 98, 945–953. doi: 10.1172/JCI118878
Ravelli, A., and Martini, A. (2007). Juvenile idiopathic arthritis. Lancet 369,
767–778. doi: 10.1016/S0140-6736(07)60363-8
Rogers, G. B. (2015). Germs and joints: the contribution of the human microbiome
to rheumatoid arthritis. Nat. Med. 21, 839–841. doi: 10.1038/nm.3916
Rosenbaum, J. T., and Asquith, M. J. (2016). The microbiome: a revolution
in treatment for rheumatic diseases? Curr. Rheumatol. Rep. 18:62. doi:
10.1007/s11926-016-0614-8
Rowan, F. E., Docherty, N. G., Coffey, J. C., and O’Connell, P. R. (2009). Sulphate-
reducing bacteria and hydrogen sulphide in the aetiology of ulcerative colitis.
Br. J. Surg. 96, 151–158. doi: 10.1002/bjs.6454
Frontiers in Microbiology | www.frontiersin.org 12 October 2016 | Volume 7 | Article 1703
fmicb-07-01703 October 24, 2016 Time: 14:59 # 13
Di Paola et al. Microbiota Characterization in JIA
Salim, S. Y., Kaplan, G. G., and Madsen, K. L. (2014). Air pollution effects on the gut
microbiota: a link between exposure and inflammatory disease. Gut Microbes 5,
215–219. doi: 10.4161/gmic.27251
Sandhya, P., Danda, D., Sharma, D., and Scaria, V. (2016). Does the buck stop with
the bugs?: an overview of microbial dysbiosis in rheumatoid arthritis. Int. J.
Rheum. Dis. 19, 8–20. doi: 10.1111/1756-185X.12728
Scher, J. U., Littman, D. R., and Abramson, S. B. (2016). Review: microbiome in
inflammatory arthritis and human rheumatic diseases. Arthritis Rheumatol. 68,
35–45. doi: 10.1002/art.39259
Scher, J. U., Sczesnak, A., Longman, R. S., Segata, N., Ubeda, C., Bielski, C.,
et al. (2013). Expansion of intestinal Prevotella copri correlates with enhanced
susceptibility to arthritis. Elife 2:e01202. doi: 10.7554/eLife.01202
Scher, J. U., Ubeda, C., Artacho, A., Attur, M., Isaac, S., Reddy, S. M., et al. (2015).
Decreased bacterial diversity characterizes the altered gut microbiota in patients
with psoriatic arthritis, resembling dysbiosis in inflammatory bowel disease.
Arthritis Rheumatol. 67, 128–139. doi: 10.1002/art.38892
Segata, N., Izard, J., Waldron, L., Gevers, D., Miropolsky, L., Garrett, W. S.,
et al. (2011). Metagenomic biomarker discovery and explanation. Genome Biol.
12:R60. doi: 10.1186/gb-2011-12-6-r60
Severijnen, A. J., van Kleef, R., Hazenberg, M. P., and van de Merwe, J. P. (1989).
Cell wall fragments from major residents of the human intestinal flora induce
chronic arthritis in rats. J. Rheumatol. 16, 1061–1068.
Simelyte, E., Rimpilainen, M., Zhang, X., and Toivanen, P. (2003). Role of
peptidoglycan subtypes in the pathogenesis of bacterial cell wall arthritis. Ann.
Rheum. Dis. 62, 976–982. doi: 10.1136/ard.62.10.976
Sokol, H., Pigneur, B., Watterlot, L., Lakhdari, O., Bermudez-Humaran, L. G.,
Gratadoux, J. J., et al. (2008). Faecalibacterium prausnitzii is an anti-
inflammatory commensal bacterium identified by gut microbiota analysis of
Crohn disease patients. Proc. Natl. Acad. Sci. U.S.A. 105, 16731–16736. doi:
10.1073/pnas.0804812105
Sommer, F., and Backhed, F. (2013). The gut microbiota–masters of host
development and physiology. Nat. Rev. Microbiol. 11, 227–238. doi:
10.1038/nrmicro2974
Stebbings, S., Munro, K., Simon, M. A., Tannock, G., Highton, J., Harmsen, H.,
et al. (2002). Comparison of the faecal microflora of patients with
ankylosing spondylitis and controls using molecular methods of analysis.
Rheumatology (Oxford) 41, 1395–1401. doi: 10.1093/rheumatology/41.
12.1395
Stoll, M. L., Kumar, R., Morrow, C. D., Lefkowitz, E. J., Cui, X., Genin, A.,
et al. (2014). Altered microbiota associated with abnormal humoral immune
responses to commensal organisms in enthesitis-related arthritis. Arthritis Res.
Ther. 16:486. doi: 10.1186/s13075-014-0486-0
Taneja, V. (2014). Arthritis susceptibility and the gut microbiome. FEBS Lett. 588,
4244–4249. doi: 10.1016/j.febslet.2014.05.034
Targan, S. R., Landers, C. J., Yang, H., Lodes, M. J., Cong, Y., Papadakis, K. A.,
et al. (2005). Antibodies to CBir1 flagellin define a unique response that is
associated independently with complicated Crohn’s disease. Gastroenterology
128, 2020–2028. doi: 10.1053/j.gastro.2005.03.046
Taurog, J. D., Richardson, J. A., Croft, J. T., Simmons, W. A., Zhou, M., Fernandez,
J. L., et al. (1994). The germfree state prevents development of gut and joint
inflammatory disease in HLA-B27 transgenic rats. J. Exp. Med. 180, 2359–2364.
doi: 10.1084/jem.180.6.2359
Tejesvi, M. V., Arvonen, M., Kangas, S. M., Keskitalo, P. L., Pirttila, A. M.,
Karttunen, T. J., et al. (2016). Faecal microbiome in new-onset juvenile
idiopathic arthritis. Eur. J. Clin. Microbiol. Infect. Dis. 35, 363–370. doi:
10.1007/s10096-015-2548-x
Tremaroli, V., and Backhed, F. (2012). Functional interactions between
the gut microbiota and host metabolism. Nature 489, 242–249. doi:
10.1038/nature11552
Vaahtovuo, J., Munukka, E., Korkeamaki, M., Luukkainen, R., and Toivanen, P.
(2008). Fecal microbiota in early rheumatoid arthritis. J. Rheumatol. 35, 1500–
1505.
Wang, Q., Garrity, G. M., Tiedje, J. M., and Cole, J. R. (2007). Naive Bayesian
classifier for rapid assignment of rRNA sequences into the new bacterial
taxonomy. Appl. Environ. Microbiol. 73, 5261–5267. doi: 10.1128/AEM.
00062-07
Williams, B. L., Hornig, M., Parekh, T., and Lipkin, W. I (2012). Application
of novel PCR-based methods for detection, quantitation, and phylogenetic
characterization of Sutterella species in intestinal biopsy samples from
children with autism and gastrointestinal disturbances. MBio 3:e261-11. doi:
10.1128/mBio.00261-11
Woting, A., Pfeiffer, N., Loh, G., Klaus, S., and Blaut, M. (2014). Clostridium
ramosum promotes high-fat diet-induced obesity in gnotobiotic mouse models.
MBio 5:e1530-14. doi: 10.1128/mBio.01530-14
Yeoh, N., Burton, J. P., Suppiah, P., Reid, G., and Stebbings, S. (2013). The role
of the microbiome in rheumatic diseases. Curr. Rheumatol. Rep. 15:314. doi:
10.1007/s11926-012-0314-y
Zhang, Q., Wu, Y., Wang, J., Wu, G., Long, W., Xue, Z., et al. (2016). Accelerated
dysbiosis of gut microbiota during aggravation of DSS-induced colitis by a
butyrate-producing bacterium. Sci. Rep. 6:27572. doi: 10.1038/srep27572
Zhang, X., Zhang, D., Jia, H., Feng, Q., Wang, D., Liang, D., et al. (2015).
The oral and gut microbiomes are perturbed in rheumatoid arthritis and
partly normalized after treatment. Nat. Med. 21, 895–905. doi: 10.1038/nm.
3914
Zhong, D., Brower-Sinning, R., Firek, B., and Morowitz, M. J. (2014).
Acute appendicitis in children is associated with an abundance of
bacteria from the phylum Fusobacteria. J. Pediatr. Surg. 49, 441–446. doi:
10.1016/j.jpedsurg.2013.06.026
Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.
Copyright © 2016 Di Paola, Cavalieri, Albanese, Sordo, Pindo, Donati, Pagnini,
Giani, Simonini, Paladini, Lionetti, De Filippo and Cimaz. This is an open-access
article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted, provided
the original author(s) or licensor are credited and that the original publication in this
journal is cited, in accordance with accepted academic practice. No use, distribution
or reproduction is permitted which does not comply with these terms.
Frontiers in Microbiology | www.frontiersin.org 13 October 2016 | Volume 7 | Article 1703
